Objective. OA subchondral bone is a key target for therapy development. Osteocytes, the most abundant bone cell, critically regulate bone formation and resorption. Their progenitors, mesenchymal stem cells (MSCs), display altered behaviour in osteoarthritic subchondral bone. This study investigated the relationships between native osteocytes and native MSCs in osteoarthritic femoral heads.
Introduction
OA is a disease of the whole joint characterized by pathological changes to cartilage, subchondral bone (SB) and other joint structures [1, 2] . Irrespective of the site of initiation, SB sclerosis is an important feature in OA pathophysiology [3] . Other significant alterations include cysts, emergence of osteophytes and changes in bone remodelling activity [4] . Of even greater importance, MRI studies have shown that subchondral MRI-determined bone marrow lesions are associated with rapid OA progression [5] , underscoring the crucial role of SB pathology in OA pathogenesis [2, 4] .
Osteocytes are by far the most abundant bone cells and are now recognized as master regulators of the bone remodelling cascade [6] . However, most studies have focused on the bone remodelling process and its chief participant cells, osteoblasts and osteoclasts [7] . To better understand the cellular mechanisms behind SB changes in OA, further elucidation of other bone-lineage cells, including the earliest osteoblast progenitors, mesenchymal stem cells (MSCs), or their terminally-differentiated descendants, osteocytes, is needed.
We recently documented an increase in the MSC numbers in bone marrow lesion regions of OA femoral heads where they accumulated in the areas of cartilage damage and bone sclerosis. However, these MSCs had a poorer in vitro mineralisation capacity and altered expression of key bone remodelling molecules, RANKL and osteoprotegerin (OPG) [8] . We hypothesized that these characteristics propagate to their differentiated progeny (including osteocytes) and therefore have a broader impact on the remodelling activity in OA bone. In support of this, high density of viable osteocytes has been recently described in knee OA bone marrow lesions [9] .
To address this, we first developed a method for the simultaneous analysis of MSCs and osteocytes in human bone without the need for culture manipulations. As osteocyte remodelling activity depends on its stage of maturation, we selected a panel of genes spanning early to late osteocyte markers (e.g. podoplanin/E11 [10] and sclerostin (SOST) [11] respectively) as well as those specific to MSCs [12] . Having discovered an early-osteocyte transcript upregulation in OA bone, we hypothesized that it could be related to new bone formation in OA and therefore investigated topographic relationships between native MSCs and osteocytes in OA femoral heads in relation to disease-associated pathology. Herein, we report a significant increase in early-embedding osteocytes adjacent to MSCs in the regions of sclerosis in OA bone. These data implicate atypical MSC accumulation and dysregulated differentiation as potentially major contributors to SB pathology, and hence a potential therapeutic target for disease modification in hip OA.
Methods
Sample processing, gene expression and tripotentiality analysis This research was undertaken after approval from the Leeds East National Research Ethic Committee and informed written consent was obtained from all patients and healthy donors enrolled in the study. Femoral heads were obtained from patients undergoing total hip arthroplasty for primary OA (n = 26). Healthy iliac crest (IC) bone (n = 11) and femoral heads from fragility neck of femur fracture (NFF) patients (n = 3) were used as controls. Iliac crest biopsies were collected from patients undergoing orthopaedic surgery for metal removal following previous fracture, who were otherwise healthy. All bone samples were collected and processed on the day of the surgery and are detailed in the Supplementary Table S1, available at Rheumatology online. Bone-resident MSCs were extracted by 4-h enzymatic digestion [8] and cell sorting [12, 13] . Following digestion, the bone fragments were rigorously washed four times in large volumes of PBS using a method modified from Pathak et al. [14] 
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+ were culture-expanded and differentiated towards osteogenic, adipogenic and chondrogenic lineages as described previously [8, 12] .
Histology and immunohistochemistry
Whole femoral heads and IC bone fragments were fixed in 4% paraformaldehyde before decalcifying in EDTA (0.5 M, pH 7.4, Sigma, Dorset, UK). Sections (5mm) were deparaffinized in Xylene (Sigma) and rehydrated in graded ethanol before staining with Haematoxylin-eosin and Safranin O using standard protocols. Immunohistochemistry was performed using the EnVision + Dual Link System-HRP (DAB+) kit (DAKO, Agilent Technologies, Stockport, UK) following manufacturer's instructions. Briefly, the endogenous peroxidase activity was blocked by 10 min incubation with dual enzyme blocking solution (DAKO kit) then the tissues were incubated with primary antibodies against CD271 (1: 100, clone NGFR5, Abcam), E11 (1: 200, clone NZ1, Merck Millipore, Millipore, Watford, UK) and OPG (1: 500, polyclonal, Abcam) for 1 h at room temperature followed by the secondary reagent, Labelled polymer-HRP (DAKO kit) for 30 min at room temperature. Visualisation was achieved by incubation with 3-diaminobenzidine (DAB, DAKO kit) and counterstained with Harris haematoxylin and Scott's water substitute (both from Sigma). Bone area measurements and antibody staining were quantified using Nuance Multispectral Imaging System (Calliper) in selected regions differing in degrees of OA bone pathology (sclerotic, S and non-sclerotic, NS). Semi-automatic counting of E11-positive osteocytes and CD271-positive MSCs was performed within a defined bone or bone cavity area, respectively, using a minimum 10 regions per patient. The statistical analyses were performed using MannWhitney test for comparisons between two groups, Kruskal-Wallis analysis for the intergroup differences, corrected with the Bonferroni-Dunn multiple-group comparison and Friedman test for the donor matched samples.
Results

Differential gene expression between osteocytes and MSCs in healthy and OA bone
To investigate the gene expression profiles of native human osteocytes compared with their MSC progenitors, a protocol for the simultaneous preparation of osteocyteenriched bone and uncultured MSCs from the same bone was developed. Haematoxylin-eosin stained trabecular bone before enzymatic treatment showed bony trabeculae covered by bone-lining cells surrounding the highly cellular bone marrow (Fig. 1A) . Following collagenase treatment and extensive PBS washes, the stromal tissue and bone-lining cells were completely removed leaving only embedded osteocytes as the remaining cellular material (Fig. 1A) . Osteocyte and MSC identified following the above procedure were investigated by comparing their gene expression with donor-matched haematopoietic-lineage cells (a non-mesenchymal lineage population) as control.
The classic markers of osteocyte maturation (SOST, DMP1, MEPE and PHEX) [11] were significantly higher in osteocyte-enriched bone compared with MSCs, confirming a more mature differentiation stage of embedded osteocytes. Molecules associated with early osteocyte development [11] DKK1, E11 and MMP14 did not show the same pattern of higher expression in osteocytes compared with MSCs (Fig. 1B) . In contrast, CXCL12, a highlyexpressed molecule characteristic of MSC stromal support activity, early-osteoblast lineage molecules SP7 (osterix) and alkaline phosphatase (ALPL) were expressed at higher levels in MSCs (Fig. 1B) . This differential gene expression pattern taken together with the histological assessment confirmed osteocyte enrichment following our bone processing protocol, which was next used to compare osteocyte gene expression between healthy and OA bone.
No significant differences in the expression of osteocyte-specific molecules were noted between healthy and OA osteocytes, apart from the early/embedding osteocyte markers E11 and MMP14, which were 9-fold (P =0.0028) and 4-fold (P =0.0097) higher in OA, respectively (Fig. 1C) . RANKL expression showed no significant difference between healthy and OA bone osteocytes, whereas OPG expression levels were 6-fold higher in OA (P =0.0033, Fig. 1C) . In comparison to NFF, similar elevated levels of E11, MMP14 and OPG were observed in OA osteocytes, while no change was observed in RANKL levels of mRNA (Fig. 1C) . This indicated that the altered osteocytes gene expression is OA specific and not related to weight-bearing sites. Supplementary  Table S3 , available at Rheumatology online, illustrates raw gene expression data for experiments presented in Fig. 1B and C. Taken together, these patterns of expression suggested higher early-osteocyte activity and a potential contribution for inhibition of bone resorption by osteocytes resident in OA femoral head bone.
Osteocyte and MSC distribution in relation to bone pathology in OA To investigate if expression of early-osteocyte genes in OA bone reflected active osteocyte formation process, the distribution of CD271-positive MSCs and E11-positive osteocytes was analysed on whole sections of OA femoral heads and compared between sclerotic and NS regions ( Fig. 2A) , as well as control IC and NFF bone ( Supplementary Fig. S1 , available at Rheumatology online). NS regions in OA, similarly to IC bone were characterized by significantly lower percentage area occupied by bone tissue compared with sclerotic regions of OA femoral heads (averages of 18% and 63%, respectively, P <0.0001, Fig. 2A) .
In sclerotic regions, CD271-positive MSCs were highly abundant in the fibrovascular tissue that had replaced bone marrow and/or breached the tidemark, with the highest density of positive cells present around blood vessels and near bone surfaces lined with cuboidal osteoblasts (Fig. 2B ), which were negative for CD271 ( Supplementary Fig. S2A , available at Rheumatology online). The area of CD271 positivity was significantly greater (9-fold, P <0.0001) in sclerotic regions compared with NS regions (Fig. 2C) , where CD271-positive cell frequency and distribution was similar to healthy IC and NFF bone ( Supplementary Fig. S1 , available at Rheumatology online).
Early-osteocyte marker E11-positive staining was found in osteocytes near the outer edges of thick trabeculae in sclerotic regions, with the highest density proximal to cuboidal osteoblasts (Fig. 2B) , consistent with them being newly embedding in bone [11] . These osteocytes had a distinct morphology with disorganized dendritic processes (Fig. 2C) . In contrast, E11-positive osteocytes in NS regions had an elongated shape with more aligned dendritic processes and were significantly (5-fold, P <0.0001) less numerous (Fig. 2C) , consistent with IC and NFF bone ( Supplementary Fig. S1 , available at Rheumatology online).
Strong OPG staining was most notable through the entire fibrovascular tissue, osteoblasts and some osteocytes (Fig. 2B) . In NS areas, much weaker OPG staining was observed in rare osteocytes and stromal cells, similar to IC and NFF bone ( Supplementary Fig. S1 , available at Rheumatology online).
Altered gene expression profile of CD45-CD271+ MSCs in OA bone
To investigate if MSC/early osteocyte co-localisation could be a result of skewed differentiation of MSCs towards osteogenesis, CD45 -CD271 + MSCs purified from healthy and OA bone were compared for expression of genes indicative of MSC multipotentiality (Fig. 2D) . Using this phenotype, osteoblasts and osteoclasts were excluded from the sorting gate, confirmed by immunohistochemistry ( Supplementary Fig. S2A and B, available at Rheumatology online). While the expression of fat-lineage transcripts PPAR and FABP4 was unaltered in OA MSCs, the chondrogenic transcription factor SOX9 as well as UGDH (UDP-glucose dehydrogenase), involved in glycosaminoglycans biosynthesis, were downregulated (5-fold, P =0.0082 and 14-fold, P =0.0140, respectively). Bone-lineage transcripts RUNX2, ALPL and SPARC (osteonectin) as well as E11 were significantly upregulated (P <0.05 for all); while the OPG, but not RANKL levels were increased. Following culture expansion, sorted CD45 -CD271 + OA MSCs retained their ability for tri-lineage differentiation (Fig. 2E) .
Discussion
Whereas previous studies have reported on the death of osteocytes in OA [9, 15] , this study documents an increase in immature osteocytes, specifically in regions of active bone formation and MSC accumulation in OA bone. It also shows that compared with healthy IC bone, OA MSCs displayed a gene expression pattern indicative of preferential osteogenic commitment including an elevated expression of osteoblast-osteocyte transition molecule E11 and resorption-inhibitor OPG. These findings indicate that atypical MSC accumulation and their preferential osteogenic differentiation, previously documented in OA animal models [16] also occur in humans, which may directly contribute to bone sclerosis in hip OA. Osteocytes are key mechanosensitive cells, which sense and transmit biomechanical signals through a highly interconnected network of finely-organized dendritic processes [6] . As such, they may be involved in both initiation and propagation of OA [1517] . Early E11-positive osteocytes found in the outer edges of thickened trabeculae in areas of bone sclerosis and cartilage loss, in the present study had disorganized dendritic processes. Given a recently discovered role of E11 in regulating bone modelling/remodelling [18, 19] , this suggests a reduction in mechanosensing capabilities of this newly formed bone, which may further impact on the quality of the remaining articular cartilage. High-expression of MMP14, a membrane-associated metalloproteinase required for osteocyte canaliculi formation and matrix remodelling [11] , in OA osteocytes could be another factor contributing to SB softening in OA. Although MSC accumulation and atypical differentiation may begin as a consequence of abnormal loading locally, our results show that it is likely to lead to further deleterious impact on the whole joint.
In the present study, we found increased OPG expression in both osteocytes and MSCs from OA bone; however, RANKL levels were unaltered. Immunohistochemical staining in whole femoral head sections revealed strong OPG protein positivity in the trabecular space occupied by the fibrovascular tissue previously implicated in osteophytosis, osteochondral angiogenesis and joint pain [20] . Our findings on OPG association with different types of mesenchymal-lineage cells in OA bone therefore caution against a SB manipulation strategy aimed at bone resorption inhibition in advanced stages of OA.
In summary, given that osteoblast activity is a transient state, our findings document an exaggerated MSC-early osteocyte maturation process in hip OA. They elucidate a cellular mechanism for pathological SB sclerosis and implicate accumulation and preferential osteogenic differentiation of local bone-resident MSCs in human OA pathogenesis. A better understanding of the regional anatomy of the early OA lesions [21] , biomechanical and biochemical drivers leading to lesion formation, and their impact on MSC function during disease progression, may lead to novel approaches for preventing disorganized tissue responses in OA. Given the majority of work on human MSCs and osteocytes is still undertaken using cultured cells or cell lines [14] , the described methodology would also be relevant for exploring the relationships between native MSCs and osteocytes in other diseases of bone gain or loss, including ankylosing spondylitis and osteoporosis.
